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SNMFP95223 

7^ 2^20 0 

mm-frM ma # m 

4 

IB*JRT»K»^«ltfTi&iIj4 5 6-1 

«S*iRTiP«aJ^*TO* 6 2.2 vn-X/\>fy 2 0 
1 

*8**TOrtawm*ra 5-22-6 

*B*iRT»«SPS«TO* 5 7 8 - 1 5 M^-r S> 3 

- 1 

mm 

ffi*9fkWttfflW\HmTm* 3 7 7 7-4 

JtiJR/rijffirS^fi 1 6 7 2 - 1 * !/>t?a b^7 1 9 

^im;ilMrpUjH 1 7 6 9 - 1 0 
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[ft*#3 
[MA] 

[#ffi±3 

[*IS«3 

[ftSA3 

[»S!I##3 
[#S±3 

[*fg##3 

[*fttf;£*£3 

[^*ft£«i##3 

[M^^«3 



000006699 

Kih mm 

100090941 

mm- »-ffi 
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mm 
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014834 

21, 000 R 
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fftip. 7 — 054977 



[«s«] mmm 
*MW?stt©&s«fi«. 

(a) ^* (SDS-PAGElCiS) ; j& 6 0 k D GStC*#T) * ISl60 
kD&OtJKrl 2 0 kD (*Jl7n*#T) 

(c> *56c3£tt; 7 01C, 1 0 #181* fctt 5 6 TS, 3 0 ^©^ftWIlC J: »J 
#*WflS©4Mt • J*3»«J1W«m#<£T U 9 on, 1 0#W©ftlltt«L39iK: «!:»;*# 

(d) r ^ y me$i ; ft SB r $ y mmn t vxm&m mm&% 1 @e#i## 

& o T WSSi- & r £ £ £ -T <5 ff#5C l * fc tt 2 fa«©^ a K©»3S«fe. 

^»*^3ffi«©geft©5siat«- 

[»W©#jffl«iSiW] 
[0 0 0 1] 

[j£3Lh©5pJJS#J8F] 

?K#iWJ»©^b^t;/Xii«»&#Il«fft-S«ttS:m^*M&fieK 
, fiPt>^#iJflS?^^SlMH^ (Osteoclast Inhibitory Factor ;OCI F) 

[0 0 0 2] 
[«£*©S^] 

1 ffitiE^ 5 ? 10-3071251 
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mm&tfm-f e>tis. i ommiz'g&mffl, ic & & z m^ms& k. * -5 

o 

[0 0 0 3] 

£{Eit-r£-9->f b#-f >£bT, IRjUMffi^JBH^^ r 5 U - (fibroblast 
growth factor ; FGF : Rodan S.B. et al., Endocrinology vol. 121, pl917, 
1987) , >f yy=L y >#i§5iH-7-- 1 (insulin like growth factor-I ;IGF- 
I : Hock J. M. et al., Endocrinology vol. 122, p254, 1988) , <fy*/zLV 
yWBftf&^—U (IGF-II: McCarthy T. et al., Endocrinology vol.124, 

p301, 1989), 7 (Activin A ; Centrella M. et al., Mol. Cell. 

Biol. vol. 11, p250, 1991 ) , b ^ >X 7 # - ^ > ^ifjSH^- 0 (transfor 
ming growth factor- £ ; Noda M. , The Bone, vol. 2, p29, 1988), AZ.3c=l 
U hUify (Vasculotropin ;Varonique M. et al., Biochem. Biophys. Res. C 
ommun. vol. 199, p380, 1994 ) , StfS^ff 7 ^ U - (bone morpho 

genie protein ; BMP : BHP-2 ; Yamaguchi, A et al., J. Cell Biol. vol. 

113, p682, 1991, OP-1 ; Sampath T. K. et al., J. Biol. Chem. vol. 267, 
P20532, 1992, Knutsen R. et al., Biochem. Biophys. Res. Commun. vol.194, 

P1352, 1993) IgW-f hjJ^ytfm&ZtlTlt^o 

2 ttiUtft^ 10-3071251 

N 
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[0 0 0 4] 

bJ}4 >t. LTtt, h^y*-?* — ^ >tfi%fflB3— P (transforming growth 
factor- 0 ; Chenu C. et al., Proc. Natl. Acad. Sci. USA, vol.85, p5683 
, 1988) — U^^-y — 4 ( interleukin-4 ; Kasano K. et al., Bone- 

Miner., vol. 21, P179, 1993 ) ^#3B££;ftT Vn£ 0 X, 5£#*fflfl§lCi:S#l& 
iRSrffllM-r^^^ h*>f>ilL/tli, bn>(calcitonin ; Bone-Miner., 

vol.17, p347, 1992 ) , 7^D77 - -WH-fl macrophage colon 

y-stimulating factor; Hattersley G. et al. J.Cell. Physiol, vol.137, pl9 
9, 1988), -<y% — U4 ^r>— 4(Watanabe, K. et al., Biochem. Biophys. Res 
.Commun.vol. 172, pl035, 1990), ~BO$-4 > # — V D > - r (interferon- 7 ; 
Gowen M. et al., J. Bone Miner. Res., vol. 1, p469, 1986) ^T^fg^^tlT 

[0 0 0 5] 

-<dva bx-om. ±mw4 h^j-r ><d— mz-D^Tit'WttMi&wn 

[0 0 0 6] 

3 10-3071251 



^F^p. 7 — 054977 



[0 0 0 7] 

I MR- 9 0 (ATCC^E-f^ffCCL18 6) 

anwfSft, BP^«#iMiis©^b • «3»*»«t6Sft fettssaRo c i f& 
7t ^ n > ^ - * ^ 2*&.Tf&mii 9 a jb«c*&js L/ t iRJtr&tf *m & < »; jg-r ^ 

£: IC «£ o T ttftESs 0ROC I F < S*jSfe&flli£bfc. 
[0 0 0 8] 

ttS^MjM&B OkD, *»7n*ffT SDS-PAGE C« 5^fi^» 6 
0 kDXttiftl 2 0 kDT»U, HKtf->35ifcfc, n >:77l/-:&9 A&tf 

^U>*5AC8j»tt*f U 7 0TC, 1 0*MaXtt5 6T\ 3 O^ifflM 

*ysicj: y«#iwifi©^b • j&BfciWt-sfSffiaMirFu 9 o-c i oftmoim 

«oci F©J83i*«feK:B§-r&. ^KiJ&fcfc^S: 

Sl^Sr^y >t77B-^*i:il^U * 7 U fef if 

4 ffiSE#¥ 10-3071251 

ft» 
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[0 0 0 9] 

»*^n7h^77-f-, li^nvh^77>r- W*U8«5C*iM$&JBv*;fe. 

(ATCC-CCL 1 8 6) &JgV**£fc#S* UV*. ITJS^il^S H hfl& 
^JW«HI^*WJe I M R - 9 0 0>i##«, h S&J,W$l$i3M« IMR-90&7 
/1/S:MZ9^ y*mci»3BF$-ti\ 5%^^«f^Jlil»S:*iIlLfcDMEM«F*( 
Gibe oft$g bTfflV\ n-9-aKh^/*t»-e— aiS3^& 1001 

RCISWSffiSUilbTO. 1%CHAPS (3-[(3-cholamidopropyl)-dimethyla 
mmonio]-l-pro P anesulfonate; S/^tfcJg) £8S#IJ LT^^S:?? 3 <Z)tfM& b V> 

o 

[0 0 10] 

>-t77d-^CL - 6 B, -7y)^^y%±W) JCfrtt, 2M NaCl^ 
tflOmM Tris-HClifl, pH7. 5TMgffi3-ti\ ^^U>l»*Ftt 
©OCIFB^Sf, ZKDHhfrfcQ • *->£Sl3&9A (H i L o a d -Q/ 

5 10-3071251 



7-054977 



ftteS - m^lry&mjJ^J* (Hi Lo a d-S/HP, 7 T ;b^S/7*±$g) > 

^a°u >#^A ('vrty >- 5 pw, h-v-*±$g) , w*?n>^;i/-:2j^i* 

5 PW, h-V-*±§g) , j£*B#^A (BU-3 0 0C4, T^^-f 

m • Vol.34, p999 (1989)) jfttfTakahashi N. et al. CD#& (Endocrin 

logy, Vol.122, P1373 (1988)) iC^iRDt L £ = HP*k ^ffejfe 1 7Hffl7^X 
#tt«irifiS:*»jWJfifcUTMV^ ^ttMtf^^>D 3 (Calcitriol) ##T*e©« 

[0 0 1 1 ] 

mn^xma^mmamizn^^^t.^x^^ 0 spt>, 
mmw&fot.LTK h\zMvx^izn^n^%<Dx$>^> 0 

[0012] 

6 ffiH4t¥ 10-3071251 
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\l vnm^mu imr-9 o mmwL&mm 

t hJB&^M^^aBiSSlMR- 9 0 (ATCC-CCL 1 8 6) tt, U~^- 
jtf (4 9 0 c m 2 , 110X171 mm, Zl-~y>f#M) rp"? 8 0 g<Z)T 

(7;i/5t9 9. 5%, St;£i2^ y**t§S) fc#5»3-frig 

5%^Jfil*5:^iIIbfc 5 OOmlOl OmM HEPE SifiifDMEM 
mm (*7n1±M) 3 7t, 5%C0 2 #^ETT* 7~ 1 0 0^#g^# 

Lfc„ *g#l£ig#$t£[eUKU fffe^^^^P'f-S ^1 JC J: »J 1 HKZ>^f#T* 3 
O10IMR-9O^iI5:#fc o #£>;ftfcig#?&£f«mi £Lfc 0 
[0013] 

^ • • Vol.34 p999(1989)) &£>*Takahashi n. et.al<£>;£&(Endocriho 

logy vol.122 P1373 (1988)) fCtfcV^jt b£„ flP*>, £#$J 1 7Htf>V?X#M 

mm& ©^-k §? # ^ > d 3 r t* (D^mmma, z mtimm&m& * x -7 

9 6 ^ai^/V>f * D^P- MC2 X 1 0~ 8 M?gftMtf # ^ >Dg 1 0% 

Z^tia -MEM^i (^zr^titm) T*#^Lfe-9->^;H 00/tl 
&"A*U £^&Jl 7 0©V?X#§iifflfl&3 X 1 0 5 1 0 0 /« 1 © 1 0%^JB& 
Mt^^tf a -MEMMlCli^ttSi^ 5%C0 2 , 3'7TC, fflSl 
0 0%ICT— ig«3 B Si: 5 0 SIC, 6 0 1 

, 1 X 1 0" 8 M^tS^^5>D 3 Ml 0%WMi^ttfa-MEMM 

x^mht^y^)vi 6 o a i zmtahf^ mmi h&kv ywmmm&m&&. 

ykT*mWLt=.&x.Z S -JV/TK b> (1:1) SMRTfittJiB&MJCT 1 ftfflM 

jiu «*jmjfi^&»eaftWttttffi*^7T*--^?stta!ijfe=¥'y h (Acid pho 

sphatase, Leucocyte % A^nyNo 3 8 7-A, $/^V*±§g) ^MV^HS-feT? 
^mbfeo ?@^#^ETT*(D^tt^X 7 7^-€»ttM(Z)ii!?5:OC I F 

7 fiifElf 5 ! 1 10-3071251 
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[0014] 

oc i F<pmm 

i) ^\AU > • -fe^rn-xc L- 6 BlCJ:S5»ig 

^9 0 lOIMR-9 Om^ffi. (tWU 0. 2 2 ,ti m(D7 W - (gt 
M^'Jf-fX^, 2, 0 0 0 cm 2 . $V#T*±m) r*mmVfe%i. 3HBC# 
nXO. 3 M NaCl fc-^tf 1 0 mM Tr i s-HCl mWW. (J£*T, T r 
i s -HC 1 £V%e>) , pH7. 5 T* it £ 8 OmHD^rtV > • t77D 

-7CL-6B (5X4. lcm) {CjSl^j-fc. 0 Oml/h r ICt, 10m 

M Tris-HCl, pH7. 5T?gfe^Ufc^, 1 0 mM Tris-HCl 
/2M NaCl, pH7. 5t^{f}l:f?V\ A;\°'J> • t77n-^CL-6 
B 9 0 0 ml m % fttz-Mft Srfttt 2 £ b fc, 

[0 0 15] 

ii) Hi Lo a d— Q/FFlCfc-5 ffiM 

M'J > • t77D-7, IJRSrllf^ (f^iN-2) 5:10 mM T r i s -HC 1 , 

P H7. sizttisxmffivr^ o. i%ic&5 <fce>&ccHAP s 4 ic-e 

-HtSltt©?:, 2tlUC#tfT 5 0 mM Tris-HCl, /0. 1%C 
HAPS, pH7. 5T'¥SftLfeli>ft>^*7A (HiLoad-Q/F 
F, 2. 6X1 Ocm, 77^^7ttS) iC^tf, *«ff^l 0 0 Oil&# 

[0 0 16] 

iii) H i L o a d — S/HPlCj:-£> 5ff ^ 

H i L o a d - Q^lRSfHfdS' (SW 3 ) 5 0 mM Tr i s-HCl/0 
. 1%CHAPS, pH7. 5t^fftLfci-Yt>$i*7A (HiLoad 
-S/HP, 2. 6X1 0 cm, 7 7 /l/TS/TtfcfS) KU^ttfe. 5 0 mM Tr 
is-HCl/0. 1%CHAPS, pH7. 5 T*$5fc#Ufc#fc, 1 0 O^t'N 
a C 1 & l Mtcr*ia«I^BB. tf£& 8«l/a-CT»fflS:fTVV 1 2ml/77^i/ 
a>t:T^$H!oL 9 */ a > 1 ~4 0 5: 1 0 7^9 */ a >^5o 4 o<£>® 
#lC;£i:#>, f tlftl 1 0 0 1 $:MV^TOC I FfSftlrilgLfc. OCIFjg 

8 ffilE^^ 10-3071251 
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mt^^Pi/my 1 1 — 3 0 lzM&>bfrf=. (01) o J: U Jt^tt©^ 7 ^ * 
a > 2 1 ~ 3 0 £10*4 £ Lf=. B 
[0 0 17] 

iv) 77^f>f-*7A M»J>-5PW) iz£zmm 

1 2 0ml©ffr|§|-4 £ 2 4 0ml© 5 0 mM Tris-HCl/0. 1%CHA 
PS, pH7. 5-£#$?b£^, 50mM Tris-HCl/0. 1%CHA 
PS, pH7. &T:¥-WfcLfeTy J —tJ (>\AU>- 5 PW, 0. 
8X7. 5cm, h-V-*±$g) \zmiftc 0 5 0 mM Tris-HCl/0. 
1%CHAPS, pH7. 5-egfe^bfe^, 6 0^^-??NaCl$:2MlCt-Slt: 
i»4gBB, aSJftO. 5«l/4HcT»ffiS:fTV^ 0. 5«l/:79# S/a >JCT#5t& 
^Tofco #75^^a V 5 0 1 IrMV^tOC I Fffitt5:IgU ffiO. 7 — 1 
. 3M NaCltMSnSOCIFffittl^lOilSft, «»5i:bfe. 
[0 0 18] 

v) -il^U (^jl/— 5PW) {C<fc£*#§g 

1 0«1©SW5 £ 1 9 0 ml© 5 0 mM Tris-HCl/0. 1%CHAP 
S, pH7. 5t*MlfcE 50mM Tris-HCl/0. 1%CHAP 
S, pH7. 5T^iftbfcT7>f-f-f-*7A (7*^ - 5PW, 0. 8X 
7. 5cm, h-V-tfcSS) \Zi^ntc 0 5 0 mM Tris-HCl/0. 1% 
CHAPS, pH7. 5t^lfct, 60^t'NaCl$:2MJCtSt^ 
@H, SfsSfO. 5ml/7>lCT^ffi$:ev>, 0. 5ml/:7^^>3>{CT#Jfc$:fTo 
fee #77?^3>2 5/il?:S^tOCIF^tt5:I^U 0~1. 6 

M NaClt'MStl5OCIFJSft77i'i/3>4 9~70?:||fe (02) 

o 

[0 0 19] 

vi) w&i} , ?j*vL&z>mw. 

n^nfry^Vis* >4 9~5 0#1 mild, 10/tl©25%TFA (hU^ 
fryfutim) .SriDitfeft, 2 5 %Ti2 h - h U ;i^/ 0 . l%TFAT*¥tfbbfe 
(BU-3 0 0, C4, 2. 1 X 2 2 0mm, T^^f KtfcSl) ICfr 
W, 6 O^fST'Tir h- h y^/& 5 5 % IC S aD&g^SB, ^0. 2ml/^-{CT 

9 ffiIE#¥ 10-3071251 
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mm^n^\ &¥-9*ftm.Lt=. (®3) „ #tr-^^^^s/H>©i o o n 1 

[0 0 2 0] 



1 

1 '# 


| 


1/4 0 

: 1 


1/12 0 

I 1 -H 


i n 
1/360 | 1/1080 | 

| h _ 1 


1 — 

1 tr- 

1 tf- 
i 


9 1 3 
914 


+ + 
+ + 


+ + 
+ 

■ 


+ 1 - 1 

- 1 " 1 

i J 



j£#3 0 — 8 0%#p«IStiStgttS:, -fcMStttf&m^ft&v^ii^-r., ] 
[0 0 2 1] 
PC I F(D^1I^ 

OC I Ff£tttf)|g#>£>*l£:^-* 6&tf^-* 7#4 0 fi 1 £J§V^ Mjt:^# 

#n°-9 7^9^a> 2 0 n l-3~D*2$i<D?=L-'7lz-frMLm,foWMlsfe&i> 
1. 5 a 1 © 1 OmMT r i s -HC 1 , p H 8 / 1 mM EDTA/2. 5% 
SDS/0. 0 1% ^D=E7i;-^^-/+5% 2 - * ~7 h 

;-;i/T«it3 7icT'-wm i fi i £sds-/Ku T9y;i/y^ 
;i/«^i&©-9->^;i/i:bfeo m*cftflfttti o-i 5%y?y;i/T^ For?*? 

ZLyVVfr (7 7;Wi/7tti) &£JSU *&*»§g«Phast System (77^ 
VS/TftJg) &MV^To£., - £ LT, ^X^U^-lfb (9 4 

kD) , vs/mmTJW7$ y (6 7 kD) „ *tfm'zr$ y (4 3 kD) , 

7$—y9yyH F^-if (30kD), >U^*/>>f2/ttf*- (20. lkD 
) , a-7^hr;i/7*$> (14. 4kD) £JB^£ = *&*1MSFT«L Phast 
Gel Silver Stain Kit (7 7AV^7TO £M^T3g^!&S:4To ^5:0 

1 0 ffiSE#¥ 10-30712 5 1 
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4 „ 

[0 0 2 2] 

tf-? 6lCo^Tfcm^:#T, #5i^#TT^ 6 0 k D©^S 
®(Z>y1> KtflfefflStlfc. X> tf-^ 7lCoVAT«, 3StS^#TT^6 0 kD, 

[0 0 2 3] 
PC I FOaftScfettaME 

5 PW77^H> 5 1 — 52 &m&lsitVyzf)l2 0 yet 1 &Co£ 7 0 

[0 0 24] 

OC I F©j»^c)ttt 



I 1 
1 # 5§R * | 


1 

1/300 | 


1/900 | 1/2700 | 


1 = h 

1 1 


+ + 


+ 1 - 1 


I 7 Or 1 0# 1 


+ 




| 5 6°C 3 0# | 






| 901310^1 

L. . ... _L 


■ 


i i 



[0 0 2 5] 

(5) tour $ j wmm<?>&%. 

ZfJl 5 PW77^i/3> 5 1 — 70 ICO^T, 277^ l >3 >oo^77 

#>>3>lmUCl 0/ t l©25%TFA SriD^feft, 2 5%7tb-MJ /I// 
0. l%TFAT'¥Iftbfe»7^ (BU-3 0 0, C4. 2. 1X220 
mm, 7^5>f Ktt8) Cfrtt, 6 0 #f^T*y-fe h - h U 5 5 SIS** 

11 0 -3 0 7 1 2 5 1 
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6 i:tf-^ hz-d^x. z n^e nzf u T J y is (zfuv^ 
6 £¥->7 7 (D*fr?ti*m&mmi'fe%k. ^ti^tuci o o /tgoyf^i/ 

>T 5 0 n 1 (DO. 5M Tris-HCl, pH8. 5/10mM 

EDTA/7M i&m>?T — Vy/l% CHAP Sl:MtSlt'4l|rit 
ttUJlTtibfetft, 0. 2 /i 1 ©4 -tfn;i/tf U ^>&*D^., ^MBlrmT— B«g 
b^'J^ifMlfe. ^.tl^Oi^^^I/lC 1 ytt 1 ©2 5%TF A£#0;3_, 2 
0%TiZ h-h'J;i//0. l%TFA^|g>ft:bfe^ffi*^A (BU-3 0 0, 
C4, 2. 1X3 0mm, r^9>f - Ktt«) Klfrtf, 30^Wb^hU;V 
»ffi«:5 0%Jcr*HC»4gBB, *3*0. 3ml/Mffi5:l!v\ iSTttfU^U 

ftMIU 25/»10O. lMTris-HCl, pH9/8MHI/0. 1% 
Tween8 0"e»*bfcft, 73#1<D0. 1M Tris-HCl, pH9 
T?#JRU 0. 0 2/ttgCDAPl (yj/^x>F^nr7-g, *B3fc*83iBl±5H) 
SriDX.. 3 7TCT»1 5«fB5RiSS*fe. HP&^IC 1 yet 1(0 2 5%TF A&M*.. 
0. l%TFAt^MbtW7A (RP-3 0 0, C8, 2. 1X220 
mm, 7^7>f FTO JCfrtt, 7 0 ^Rltrt h - h U 5 0 %\Z-?Z> 

WM^m. m&o. 2mi/^T*^m$:ffvA. Kz?r\?-7^>f*>hzmf=. (m 

5) o K7 5^ > h (P1-P2) ICOVAT, ^n^>f>S/- 

[0 0 2 6] 

1 2 ffiHiffsp 10-3071251 
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[0 0 2 7] 

@B^J##: 1 
MFKD-gZ : 6 

mam-. i 

Xaa Tyr His Phe Pro Lys 
1 5 
[0 0 2 8] 
: 2 

S#J0>£3 : 1 4 

mom : i 

Xaa Gin His Ser Xaa Gin Glu Gin Thr Phe Gin Leu Xaa Lys 

1 5 10 
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[0®<Z>ffi#fcf£f8] 
[01] 

HiLoad-Q/FF*l»«H^ffi*18i8a OKI* 3) £HiLoad-S 

/ h p * ^ a \z & # tz. m<Dm aj ^ a -7 t >r ^ £ . 

[02] 
[03] 

ZfJV-~ 5 PWM77^i/H>4 9 — 5 0 £5£*B# 9 fcBSr<Z>*Jfj:7 
[04] 

ft«F»ii»ffi©3B^frTi:*a7n*#TK:fe »5 SDS-PAGE <Z)^HI?: 

2. 5 ; tf-^ 6 

3, 6 ; tT-^ 7 
[05] 
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[01] 




m 

u 

CO 

Z 
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!%5fL 7 — 0 5 4 9 7 7 



[02] 



/ 




7^? >3 V 
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3 



miE#¥ 1 0-3 0 7 1 2 5 1 
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[04] 



1 2 3 



(kD) f 



94 

67 
43 
30 

20.1 
14.4 



1 2 0 KD 



6 0 KD 



(kD) 




51 7t 



4 
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[05] 




5 
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mm: 

mm: ^mmit^^n^^m-wmmMit ■ ^mmm^^^mB 

K. 

(a) (SDS-PAGElCiS) ;^)60kD (»7«*fe#T) . 6 0 

k DJkZfffi 1 2 0 k D (^M^frT) 

*hbtu 9 ox:, i o^^o*n^sicj:y?Stt^^t>ns 0 
(d) t ^ j mmrn ; p^^st ^ j mmmn vxm^m 1 &tff2#i## 



1 
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000006699 
100090941 

100105061 

3K#fM9rtSera«lT.B2#l# =31 8 
If • i«3£4#flF*«Fm 
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ffi m A 



[0 00006699] 



1 . 



ft m 
ft & 



1 9 9 0*£ 8H28H 
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